S.KEY583]	BIOCHEMICAL	91
The precipitate from the acetic acid test is collected by centrifuging, and
dissolved directly in concentrated hydrochloric acid. The colour is dark
red. Add one drop of fresh 3 per cent hydrogen peroxide solution for every
cubic centimetre of acid. The colour changes from red via yellow to dark
green in the course often to fifteen minutes. After several hours the solution
becomes colourless. When this change is followed in the spectroscope, a
band appears in the blue part of the spectrum (4500-4600 Angstrom units),
increasing in intensity as the solution becomes more yellow. The por-
phyrin bands disappear, ando when the solution becomes green a band in
the extreme red (7150-6850 Angstrom units) appears.
Photochemical reaction
When the urine containing porphyrin is exposed to filtered ultra-violet
rays, a beautiful pink fluorescence is seen.
(b)	Test for Coproporphyrin
The urine is acidified with acetic acid and extracted with ether. Separate
the ether extract and shake with a small quantity of 25 per cent hydrochloric
acid. The coproporphyrin is extracted with a fresh quantity of ether after
neutralization of the hydrochloric acid with sodium acetate, using Congo
red as indicator. The ether extract is separated and shaken several times
successively with 0 1, 0-2, 0-3, 0-5,1, and 3 per cent hydrochloric acid. This
dissolves the coproporphyrin, and the acid extract is examined spectro-
scopically for absorption bands.
(c)	Test for Waldenstrotrf s Porphyrin
After removal of coproporphyrin. the urine is treated with more acetic
acid and extracted with acetic ether. The acetic ether is shaken with 25 per
cent hydrochloric acid, which dissolves the porphyria. Examine spectro-
scopically. The precipitated porphyrin in the urine is separated and its
solubility tested in methyl alcohol and glacial acetic acid. Uroporphyrin
does not dissolve; Waldenstrom's porphyrin is soluble in these solvents.
(d)	Test for Other Porphyrins
After removal of coproporphyrin. and extraction with ethyl acetate, the
porphyrin precipitate is filtered off and dissolved in decinormal sodium
hydroxide. Add glacial acetic acid and extract with ethyl acetate (Walden-
strom's porphyrin). Any precipitate is filtered off. These fractions should
be esterified and the esters examined spectroscopically. The urine may still
contain porphyrin, which is precipitated by saturation with ammonium
sulphate.
(e)	Tests for Related Substances Occurring in Porphyrinuria
Ehrlich's aldehyde test and Schlesinger's fluorescence reaction should be
performed. Positive results occur with Ehrlich's aldehyde reaction in red-
coloured urines when Schlesinger's reaction for urobilin is negative. This is
probably due to urofuscin. Urines containing this red substance respond
to the so-called urocarmin reaction of Fearon and Thompson.	Urocarnun
Add two drops of 3 per cent hydrogen peroxide and 10 c.c. of concentrated reaction
hydrochloric acid to 2 c.c. of urine. A red colour is positive.

